_ , w , > S _ | ; ; w e w z e e e Determination ofradioactivity. Acid-insoluble radioactivity was determined in a Beckman liquid scintillation counter by the usual techniques.
Electronz microscopy. The preparations were examined by the negative-contrast technique. Suspensions of virus were transferred to carbon-coated Formvar grids by means of a platinum loop. A 4% solution of phosphotungstic acid (pH 6.8) was added, and the excess fluid was removed from the grid with filter paper. The specimens were photographed at a magnification of 10,5000 X or 53,000 X in a Siemens Elmiskop I electron microscope.
Preparation of radioactive virus. To prepare rabies virions containing labeled ribonucleic acid (RNA), the medium added to virus-infected cell cultures after virus adsorption was supplemented with 1.5 uc of 3H-uridine per ml (16 c/mmole: Nuclear-Chicago Corp., Des Plaines, Ill.). The labeled precursor remained in the culture during the whole period of virus propagation. Precipitation of the virus by zinc acetate. The procedure of D. Spicer and B. H. Sweet (personal communication; see also 20) was used with slight modification. Fifty parts of infectious tissue culture fluid, freed of cell debris by centrifugation at 1,000 X g for 20 min, was mixed with one part of 1 M zinc acetate solution (pH 5.0). After mixing, the pH of the virus suspension dropped from 7.2 to 7.4 to 6.7 to 6.9. The mixture was allowed to stand at 4 C for 20 min and then was centrifuged at 1,000 X g for 40 min; the supernatant fluid was discarded. The pellet was suspended in a saturated solution of disodium EDTA (about 11.7 g/100 ml of water), adjusted to pH 7.8 by the addition of solid Tris. The volume of the EDTA solution used for suspending the virus was 1.25% of that of the infectious tissue culture fluid. The resulting solution was clarified by centrifugation at 1,000 X g for 20 min.
Filtration throughi Sephadex column. Columns (33 X 3 cm) of Sephadex G-75 (particle size 40 to 120 ,u; Pharmacia Fine Chemicals) were equilibrated with NT buffer. Crude virus suspension (10 ml) concentrated by precipitation with zinc acetate was then put on the top of the column, and the virus was eluted by washing with NT buffer at a flow rate of 1 ml per min.
High-speed ceintrifugation. The virus was pelleted by centrifugation at 49,000 X g at 4 C for 60 min. The supernatant fluid was discarded and the pellet was suspended in 0.5 to 0.7 ml of NTE buffer. With virus grown in the presence of serum, sonic treatment for 30 to 60 sec at 10 kc (Raytheon, model DF 101 sonic oscillator) was necessary to disper.se the pellet. The resulting suspensions were then clarified by centrifugation at 1,000 X g for 20 min.
Sucrose density gradient centrifugations. About 0.5 ml of sample was layered on 28 ml of a linear gradient of sucrose in NTE buffer and was centifuged at 4 C in the SW 25.1 rotor of a Spinco centrifuge. When
